Abstract: Antibiotic resistance evolution in bacteria indicates that one of the challenges faced by phage therapy is that, sooner or later, bacteria will evolve resistance to phages. Evidently, this is the case of every known antimicrobial therapy, but here this is also part of a ubiquitous natural process of co-evolution between phages and bacteria. Fundamental evolutionary studies hold some clues that are crucial to limit the problematic process of bacterial resistance during phage applications. First, I discuss here the importance of defining evolutionary and ecological factors influencing bacterial resistance and phage counter-defense mechanisms. Then, I comment on the interest of determining the co-evolutionary dynamics between phages and bacteria that may allow for selecting the conditions that will increase the probability of therapeutic success. I go on to suggest the varied strategies that may ensure the long-term success of phage therapy, including analysis of internal phage parameters and personalized treatments. In practical terms, these types of approaches will define evolutionary criteria regarding how to develop, and when to apply, therapeutic phage cocktails. Integrating this perspective in antimicrobial treatments, such as phage therapy, is among the necessary steps to expand its use in the near future, and to ensure its durability and success.
Introduction
Phage therapy is gradually becoming a reality in clinical, veterinary, and agricultural settings [1] [2] [3] . In order to avoid the past mistakes of chemical treatments, it is important to prevent bacterial resistance to phages where possible. A review and an expert comment in this same Special Issue advocate for a molecular and evolutionary combined basis in the selection of therapeutic phages [4, 5] . Phage cocktails, in particular, are given special attention, and represent an excellent method to face bacterial genetic variability and prevent the evolution of resistance. In the past, a large host range was the main criterion to select different phages [6, 7] . The newly published review suggests an expansion in phage choice to specifically include phages that target different bacterial receptors and phages with counter-defense abilities. Also considered are the phages' resistance to environmental factors (e.g., pH and temperature) and phages' viability, which could facilitate storage and production. In the expert opinion piece, the researchers suggested the use of pre-adapted, or "trained", phages to overcome the resistance capacity of bacteria, a method that has proven to be successful in the past. Both articles point out that continued exposure to phages may activate the immune system, increasing their elimination within the body. The experts bring their attention to the fact that overuse of phages could result in the evolutionary selection of resistance to phages in bacteria, which, in a similar light to antimicrobials, could be transferred to clinical situations via horizontal gene transfer. To avoid this, the authors consider the use of personalized medicine as a means to develop a successful and sustainable phage therapy strategy. Here, I present additional evolutionary concerns that can guide the design of therapeutic treatments with phages. Some concepts are open questions still in need of confirmation Viruses 2018, 10, 323 2 of 8 in the laboratory, clinic, or in vivo settings. Altogether, these are perspectives that may increase the benefits of any antimicrobial strategy.
Factors to Consider Regarding the Different Mechanisms of Resistance to Phages and Counter-Defense
The interaction between phages and bacteria stands as one of the fastest and more assorted evolutionary processes on Earth. Not only do bacteria and their parasites have short generation times, large population sizes, and high mutation rates, there are also bacteria and phages of all kinds and in all sorts of environments [8] . This co-evolution likely centers around resistance in bacteria and counter-resistance of phages. Among the resistance mechanisms active in bacteria facing phages are phenotypic shifts [9] , point mutations in surface structures used by phages as receptors [10] , or acquisition of CRISPR (Clustered Regularly Interspaced Short Palindromic Repeats) spacers [11] . Additionally, new and diverse bacterial defense mechanisms have been described lately [12] . Phages in turn can avoid bacterial defenses by, for instance, modifying their life cycle parameters (burst size, lysis time, etc.) [13] , mutating receptor binding proteins [10] , or recombining with other viruses [14] .
Determining which resistance or counter-defense processes will take place at any given moment will depend on several factors, the understanding of which can help to predict the outcome of phage-bacteria interactions ( Figure 1 ). First, there is the probability of occurrence of any resistance and counter-resistance mechanism, conditioned by mutation rate, and phage and bacterial population diversity. Besides internal microbial factors, parameters such as nutrient availability will determine the growth rate of bacteria (and their obligatory parasites), and thus the frequency of resistance generation. Second, there is the ecology of the infection environment, including the spatial structure. This is illustrated in the mammalian gut, where phages adhere to the mucus and attack invasive bacteria [15] , whereas other body sites are less prone to phage-bacteria interaction [16] . Furthermore, the microbial communities present could both facilitate or impede phage therapeutic action. For example, their competitive interaction with the pathogenic strain will impose an additional fitness cost, which could enhance phage control, whereas a complex community can complicate the chance phages have to encounter their specific target. Third, a decisive parameter is the fitness cost imposed by each defense and counter-defense mechanism on phages and bacteria. For example, it has recently been shown that the CRISPR-Cas system as a resistance mechanism in Pseudomonas aeruginosa is more likely to be selected or maintained if the same host frequently faces the same phage [17] . In this example, the authors demonstrated that the absolute cost of receptor modification was lower than the inducible cost of adaptive immunity (provided by a CRISPR-Cas system), unless facing a static target. Thus, the presence of a phage defense mechanism (e.g., CRISPR-Cas) in a bacterium targeted for therapy does not always mean that it will be crucial for resistance to a therapeutic phage, especially if it is part of a diverse cocktail.
On the phage side, their small genome size may restrain their evolutionary capacities, favoring the selection of non-pleiotropic and less costly mutations. For example, modifications on genes coding for receptor binding proteins have been more frequently observed when compared to mutations in the phage polymerase, a core enzymatic activity [10, 11] . Interestingly, a recent study proves that at least some phages are able to extend their genome size while exposed to bacteria in natural environments [11] . For therapeutic purposes, a bigger genome size and fewer overlapping genes in phage candidates may indicate potential for evolution and the capacity to overcome bacteria, although this idea remains to be tested. In conclusion, when exploring resistance/infectivity mechanisms in these microbes, one needs to consider the evolutionary forces favoring their selection ( Figure 1) . Also, the life-history of the pathogen and its past encounters with phages may determine the success of any therapeutic phages applied. Genomic tools are unveiling new and fascinating defense mechanisms, but without understanding their biological relevance, this knowledge is just a hint of its essence.
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Co-Evolutionary Dynamics between Phages and Bacteria Influence the Therapeutic Outcome
Co-evolutionary dynamics between phages and bacteria can differ relative to time and genetic variability in the population of microbes, influencing the probability of resistance. Deeper understanding of these processes could point to the conditions that can ensure a successful treatment against pathogenic bacteria (Figure 1) . It has been shown experimentally that an arms-race dynamics (ARD) type of evolutionary process can change to fluctuating selection dynamics (FSD), depending on the phase of the interaction [18] . This was observed in P. fluorescens and its phage phi2, a well-studied model of co-evolution, over a hundreds of generations (60 transfers) experiment. In the first stages of a bacteria-phage encounter (first 10 transfers), more types of resistance and infectivity alleles were available, which imposed lower fitness costs than in later transfers. Afterwards (between transfers 10 and 50), alleles of defense and attack were more limited, and their selection fluctuated depending on the most abundant genotypes of phages and bacteria in the environment, and likely imposed a higher fitness cost to both microbes. Co-evolutionary dynamics may be different for other phage-bacteria pairs but, in this particular case, it is plausible that an ARD type of interaction between the targeted bacteria and a "trained" therapeutic phage will be a very efficient strategy. In an FSD process, the probability of success is likely to be lower as the resistance/infectivity process is strongly frequency dependent. Conversely, the higher fitness costs confronted by bacteria during FSD may benefit therapeutic phages in the evolutionary race.
To recapitulate, in studying the evolution of phage resistance in bacteria, short-and long-term scales must be considered. Experimental evolution approaches encourage researchers to consider bacteria-phage interactions further than 24 h to account for the evolvability of both microorganisms [19] . Different effects have been observed experimentally when looking at short-or long-term co-evolving phages and bacteria. As stated before, evolutionary dynamics may differ over time, e.g., early arms-race versus late fluctuating dynamics [18] . It has also been shown that in combination therapies using phages and antibiotics, the control of pathogenic bacteria was more efficient in the first stages of the exposure (e.g., [20] ). In practical terms, quantifying the capacity of the resistance of each strain, and performing co-evolutionary studies with candidate phages, could guide and improve phage therapy. Studies such as those just mentioned can direct efforts towards the characterization of the situations (e.g., timing, type of bacterial population, etc.) most likely to be controlled by phages. Similarly, the genetic variability and population size (i.e., standing genetic variation) of the targeted bacteria will probably increase the diversity of the type of evolutionary dynamics and defense mechanisms selected [17] . In the course of a phage therapy treatment, input of new bacteria or conditions that favor a high microbial growth rate (e.g., immunocompromised patients, resource availability, etc.) may contribute to a higher probability of developing resistance to phages. In those conditions, a more varied phage cocktail and/or higher initial inoculum (MOI: multiplicity-of-infection) may be advised as a therapeutic strategy. Carrying on with the rationale of the expert comment published in this journal, in intensive veterinary or agricultural settings, the large population size of bacteria and the number of phages required for treatments will enhance the likelihood of resistance [5] . Notwithstanding, the extensive spread of phage resistance in bacteria (e.g., via horizontal gene transfer) in this type of natural framework remains to be decidedly proven. Smaller agricultural or veterinary frameworks and contained environments (e.g., plant nurseries, tool disinfection, etc.) are more adapted and likely to produce a successful outcome of the use of therapeutic phages. This is the reasoning behind, for example, the Listex and Biolyse preventive phage preparations against Salmonella and Pectobacterium pathogens currently used in packed products in the food industry [3, 21] . Timely use of phages as a preventive treatment will target a smaller population of bacteria, since it is a more effective and less risky scenario. In conclusion, the epidemiology and ecology of bacteria and phages must certainly be integrated into disease management before any therapeutic incursion against rapidly evolving microbes (Figure 1 ).
Managing Disease: Towards Sustainability
Current knowledge suggests that the way antimicrobial treatments influence virulence parameters in bacteria are important to controlling infectious diseases in the longer term [22] . Increasingly, medical approaches include the evolutionary perspective, where the aim is not to eliminate pathogens completely, but to reduce or impair their population. This implies to apply a weaken selection pressure on the pathogens, or to target and dismantle virulence-specific mechanisms. In order to restrain disease, this approach often relies on the role of the host's immune system or the local microbiota.
In phage therapy, it is conceivable to alter or contain the virulence, and phage or antibiotic resistance emergence of bacterial pathogens. When selecting a therapeutic phage, the frequency of bacterial resistance induced by every particular phage is an advisable parameter to be examined. Several factors should be explored related to the facilitation of phage resistance in bacteria or the ability of phages to counteract it. Together, the phage genome size, mutation rate, and burst size could all be features determining the speed and potential adaptation of phages to bacteria. A large burst size increases the probability that phages contact target bacteria, the first step of infection. The amplification ability of phages could compensate the advantage of antibiotics at better diffusing in the body, and therefore reaching the site of infection. If phages can eliminate bacteria faster than they can replicate, a high burst size also results in a lower risk of selection for phage-resistant bacteria. At the same time, however, these phages imply a stronger selective pressure for bacteria, and could lead to faster or stronger resistance. An open question would then be trying to understand whether there is an evolutionary optimum of phage virulence that could constrain bacterial resistance evolution over longer periods of time.
The type of receptors desired for therapeutic phages is one of the most important parameters, and is frequently discussed (e.g., [4] ). Are receptors such as lypopolysaccharides (LPS) more likely to be mutated (i.e., resistant) because of their intrinsic variability? Or are porins and pili structures easier to be modified, or their expression repressed in bacteria? It will likely depend on their environment and the fitness impact each mutation accrues. Interestingly, both LPS and pili are virulence factors that can be modified via selection, decreasing virulence in phage resistant bacteria. Several examples in humans, plants, and animals have demonstrated the role of phages in decreasing bacterial virulence [23] [24] [25] . Experimental evolution approaches may help elucidate which receptors favor phage treatment in the long term, i.e., enhance phages' adaptation. This is the case in a study from Betts and collaborators, where they find that P. aeruginosa phages targeting LPS receptors show ARD compared to phages targeting pili, which undertake FSD patterns [26] . Their interpretation is that pili are retractable structures, whereas the LPS is an essential component of the bacteria membrane whose complexity allows for ARD sequential changes. Consequently, phages attaching to LPS receptors may be interesting for their wide and efficient potential of evolution. In contrast, loss of pili is associated with a high fitness cost in bacteria depending on the environmental conditions and the bacteria are only temporarily modified. From a therapeutic perspective, conclusions are mixed but worth further exploration.
A much clearer case are phages targeting mechanisms associated with antibiotic resistance in bacteria. Although these phages can be engineered [27] , they are also found in nature. The phage PRD1 of Escherichia coli uses proteins encoded by plasmids as receptors, selecting against bacteria that contain conjugative plasmids, which are mobile structures that carry and spread antibiotic resistance genes [28] . Another example of phages selecting against antibiotic resistant bacteria is that of phage OMKO1 of P. aeruginosa. This phage recognizes a cell surface protein that is part of the multi-drug efflux system as the bacterial receptor. Phage-resistant bacteria harbor mutated efflux pumps that are ineffective for antibiotic resistance [29] . At least one case of compassionate use of this last phage has been successful [30] , prompting further treatments.
Different researchers and clinicians have advocated for applying phage therapy as a personalized medicine for different reasons, including a reduced selection for phage resistance in bacterial populations. First, a moderate (personalized versus generalized) use of phages could avoid strong evolutionary pressures on bacterial populations derived from high doses found with other antimicrobials [31, 32] . Second, as stated in the recent articles of this Special Issue, sensitization of the immune system to phages and their elimination after repeated use should not be discarded. Third, a tailored phage strategy, such as the "magistral preparation" recently approved in Belgium [33] , is low-priced and fast compared to the standard drug licensing pathway. The best way to ensure the durability of phage therapies' efficacy is the careful application of phage therapy, minimizing past mistakes with other antimicrobials; personalized phage therapy currently seems a favorable procedure to accomplish this.
In Silico and In Vivo Studies are Necessary to Understand Bacteria-Phage Evolution
In community ecology and evolutionary studies, the interaction of bacteria and their phages has become a cornerstone field [34] . However, the majority of these are in vitro studies; while in the wild, with diverse microbial communities, abiotic factors or host colonization by bacteria, co-evolutionary dynamics appear much more complex (e.g., [35] ). Indeed, bacterial phage resistance is a condition that potentially implies metabolic and evolutionary costs, which are not always accounted for in vitro analyses [36] [37] [38] . Different studies have proved that a phage candidate's effect in vitro does not always relate to their capacity to control the disease in vivo (e.g., [39] ). It has been suggested that different phage resistance mechanisms are selected in bacteria depending on the ecological conditions [17] , although this remains to be largely explored in vivo. A recent study proved that phage evolution differed between dixenic mice and planktonic cultures [40] . Additionally, it has been demonstrated that a synergism between phages and the immune system is essential to wipe out pathogens from hosts [41] . Environmental complexity, the host immune system, differential bacterial gene expression, evolutionary trade-offs, or the interactions with diverse intra-and inter-microbial communities play a significant role in this regard. In order to understand evolutionary pressures, assays in both conditions are necessary.
The design and use of phage cocktails for therapy certainly allows for combating bacterial resistance evolution. The underlying idea is to deploy phages with complementary systems of attack for the same bacterium, while covering the entire (or as much as possible) target bacterial variability. Interactions between phages, either competition or facilitation, may exist in phage combinations (as in any ecological community), and make the efficiency of the cocktail deviate from the addition of the phage isolates' effects [42] . In addition to purely experimental approaches, computer simulations and Viruses 2018, 10, 323 6 of 8 algorithms of the interaction networks between phages and bacterial populations could help to guide the design of phage cocktails, defining characteristics of phage assemblages that are key to optimizing the cocktail stability and efficiency [43] . Understanding these complex dynamics may therefore help in choosing phages that increase the efficiency of a cocktail and aid in determining the frequency at which the cocktail should be applied in real systems.
Conclusions
It is essential in the design of effective antimicrobial strategies to consider the evolution of resistance in bacteria. Our understanding of phage-bacteria interactions can guide the selection of specific combinations that can help to minimize any possible impact of resistance development in an effective therapy. Including diverse approaches using different pathogenic bacteria will set up evolutionary principles to refine the selection of candidate phages. In other words, we must aim to detect potentially long-term effective phages to be used as durable control strategies. Among the evolutionary criteria and unsolved questions related to phages and their effect in bacteria are the following: timing of application, effects of bacterial population diversity and life-history related to phages, as well as phage features regarding their potential of adaptation to bacteria. All this information will help compile data on the capacity of each phage to select resistant bacteria and aid in choosing effective phages accordingly. Future research should provide much-needed results on the evolutionary and molecular consequences of phage therapy treatments in complex environments. Evolutionary approaches can provide insights into how to limit the evolution of bacterial resistance to phages and truly advance phage therapy, a potential solution to several worldwide problems.
